Objective Macrosomia is one of the most common complications in gestational diabetes mellitus. Insulin-like growth factor 2 and H19 are two of the imprinted candidate genes that are involved in fetal growth and development. Change in methylation at differentially methylated region of the insulin-like growth factor 2 and H19 has been proved to be an early event related to the programming of metabolic profile, including macrosomia and small for gestational age in offspring. Here we hypothesize that alteration in methylation at differentially methylated region of the insulin-like growth factor 2 and H19 is associated with macrosomia induced by intrauterine hyperglycemia.
Introduction
Gestational diabetes mellitus (GDM), which is defined as any degree of glucose intolerance with onset during pregnancy, affects 10~20% of all pregnancies [1, 2] . A growing body of research suggests that exposure to intrauterine hyperglycemia can increase the incidence of macrosomia, and these infants are prone to have obesity, abnormal glucose metabolism, hypertension and dyslipidemia in adulthood [3, 4] . Many studies suggested that intrauterine hyperglycemia may increase maternal supply of carbohydrates leading to fetal hyperinsulinemia, and stimulation of the insulin sensitive tissue by hyperinsulinemia results in increased fetal growth [5, 6] , but the exact mechanism of macrosomia induced by intrauterine hyperglycemia environment of GDM is still not completely understood. In mammals, epigenetic reprogramming have been proposed to be involved in the development of human diseases caused by suboptimal environmental or nutritional factors [7] . Moreover, epigenetic abnormalities induced by GDM may be involved in metabolic diseases progression and fetal growth [8, 9] . We hypothesize that GDM increases the risk of macrosomia in offspring by altering epigenetic modification.
Imprinted genes play an important role in embryonic growth and development as well as in placental function [10] . Epigenetic disruption of imprinted genes due to early exposure to adverse environment was proposed to be associated with enhanced susceptibility to adult chronic diseases [11] . The maternally imprinted insulin-like growth factor II (IGF2) gene on chromosome 11p15.5 is one of the best-characterized epigenetically regulated loci. H19 is at 90 kb 3`of IGF2 and is reciprocally imprinted with respect to IGF2, regulating its imprinting and expression [12] . The methylation at differentially methylated region (DMR) of these imprinted genes is very sensitive to early developmental environment, but can be relatively stable throughout the course of individual's life [13] . Some studies indicated that maternal factors, including GDM and obesity, regulate DNA methylation at the IGF2 and H19 DMRs [14] [15] [16] , but the results are conflicting and inadequate. There is a lack of data proving the epigenetic change induced by prenatal environmental conditions in imprinted genes is among the mechanisms contributing to the association between GDM and macrosomia in the offspring.
In order to observe the associations between methylation of IGF2/H19 DMRs and macrosomia induced by intrauterine hyperglycemia, we analyzed the methylation levels of IGF2/H19 DMRs of umbilical cord blood of neonates born to normal and GDM.
Materials and Methods

Subjects
A total of 275 pregnant females attending the Department of obstetrics of Peking University First hospital were involved in this study. GDM was diagnosed through a diagnostic 2h 75g oral glucose tolerance test (OGTT) at 24-28th week of gestation by Chinese MOH 2011 criteria [17] when one of the following plasma glucose value was met or exceeded: 0 hour, 5.10mmol/ L, 1 hour 10.0mmol/L and 2 hour 8.5mmol/L. Patients with any other complications were excluded (including but not limited to multiple gestation, pregnancy-induced hypertension, preeclampsia, infectious diseases, premature rupture of membrane, polyhydramnios, and fetal anomalies). Two hundred and seventy five infant-mother pairs were divided into GDM group (n = 136) and normal glucose tolerance (NGT) group (n = 139), then divided into four subgroups based on whether the birth weight of fetus > 4000gram: NGT with normal birth weight group (NGT-NBW group, n = 84), GDM with normal birth weight group (GDM-NBW group, n = 109), NGT with macrosomia group (NGT-M group, n = 55), and GDM with macrosomia group(GDM-M group, n = 27).
Clinical and demographic characteristics (including age, gestational age, lipid and pre-pregnancy weight and body mass index (BMI), antepartum weight and BMI, fetus weight, fetus height, and fetus head circumference) were collected through chart review. Oral informed consent was obtained from the participants and the data were analyzed anonymously. The study was approved by the clinical research ethics review board of Peking University First hospital (resolution 2014(823)).
Tissues
Samples of placenta from patients were snipped respectively and tissue samples were snap frozen in liquid nitrogen and stored at -80°C before further processing. Umbilical cord blood samples were collected in Ethylene Diamine Tetraacetic Acid (EDTA)-treated tubes at delivery. Peripheral blood mononuclear cell (PBMCs) were isolated from 3ml anticoagulated cord blood using Lymphocytes Separation Medium (TBD science, Tianjin, China), the PBMCs were washed with phosphate-buffered saline at 4°C, the PBMCs was stored at -80°C until further test.
Relative expression analysis in placenta and umbilical cord blood Total RNA was isolated from 100 mg of placental tissues and PBMCs from all the patients using 1 mL of TRIzol Reagent (Invitrogen, USA) according to the manufacturer's protocol. Two microgram of total RNA was used as a template for reverse transcription. Oligo (dT) 10 primer and reverse transcriptase (Applied Biosystems, USA) were used according to the manufacturer's protocol. cDNA quantity was measured using Real-time PCR with the ABI PRISM 7500 sequence detector system and ABI PRISM 7500 TaqMan Master. PCR was performed in a final volume of 20 μl, consisting of diluted cDNA sample (2ug), 10x PCR buffer, 2.5uM dNTPs, 1xTaq enzyme, 1xROX, primers and primer probes optimized for each target gene and nuclease-free water. All samples were analyzed in triplicates. Primers were designed using Primer DNA methylation analysis in umbilical cord blood 30 samples from each group of NGT-NBW, NGT-M and GDM-NBW, 25 samples from GDM-M group were randomly chosen to detect the DNA methylation level. Total genomic DNA was isolated from 2ml anticoagulated cord blood using blood DNA midi kit (Omegar, USA), nucleic acid was examined qualitatively and quantitatively using electrophoresis and a spectrophotometer (NanoDrop 2000). The bisulphite treatment was followed by PCR amplification, fragmentation after reverse transcription and analysis on a mass spectrometer, according to the manufacture`s protocol (Sequenom, Inc, San Diego, USA). This generated mass signal patterns that were translated into quantitative DNA methylation levels of different CpG sites of the selected genes by MassARRAY EpiTYPER Analyzer software (Sequenom, Inc, San Diego, USA). Fragments containing one or more CpG sites were called CpG units. DNA methylation was assessed at two locations: in the promoter region encompassing -2238 to -1757 transcription start of H19 overlapping a CpG island, which is part of the H19 DMR, the methylation of 25 CpG sites was measured, and in the promoter region encompassing -2294 to -1731 transcription start of IGF2, which is part of the IGF2 DMR, methylation of 12 CpG sites was assessed. Data was processed and analyzed by the Sequenom MassARRAY Workstation software (version 3.3).
Statistical analysis
One-way ANOVA and student t test was used to test differences in maternal or child characteristics between groups. Inter-group differences were compared using the Post Hoc Tests. Linear mixed models were used to examine the associations between fetal birth weight and maternal biomarker concentrations and DNA methylation. This model was chosen as it accounts for correlation between CpG sites, incorporates relevant adjustments within the models and has the ability to accommodate missing data. Outliers per CpG (>3SD) were excluded from further analysis. All analyses were performed using SPSS software, version 20.0, values of p < 0.05 were considered to be statistically significant.
Results
General characteristics of subjects
Characteristics of the study subjects (n = 275 infant-mother pairs) are listed in Table 1 . All the infants were full term. Mothers in GDM group had a significantly higher age, higher BMI during pre-pregnancy and antepartum, and higher lipid in first trimester compared to mothers in NGT group (p<0.05). Similar results were found in GDM-NBW group compared to NGT-NBW group. Fetus birth weight, height and head circumference showed no significant difference between GDM group and NGT group.
The expression of IGF2/H19 in placenta and umbilical cord blood
The expression of IGF2 in placenta and umbilical cord blood was significantly higher in GDM group than that in NGT group (p = 0.030, p = 0.005 respectively, Fig 1A, Fig 2A) . The expression of IGF2 in both placenta and umbilical cord blood was significant higher in NGT-M group than NGT-NBW group (p = 0.035, p = 0.002, respectively, Fig 1B, Fig 2B) . The expression of IGF2 in placenta also had a trend to be higher in GDM-NBW group compared to the NGT-NBW group (p = 0.085, Fig 1B) , but the expression of IGF2 in cord blood was significantly lower in GDM-M group compared to NGT-M group (p = 0.012, Fig 2B) .
The expression of H19 in umbilical cord blood was significantly lower in GDM group than that in NGT group (p = 0.049, Fig 2C) .The expression of H19 in cord blood was lower in GDM-M group compared with GDM-NBW group without statistical significance (P = 0.07, Fig 2D) .
A model with interaction term of gene expression of IGF2 and H19 may be better for the data analysis namely Y = beta0+beta1(IGF2)+beta2(H19)+beta3(IGF2╳H19)( Table 2) . We found that IGF2 and the joint action of IGF2 and H19 in placenta showed significantly relationship with GDM/NGT and GDM-NBW/NGT-NBW (p = 0.014, p = 0.011; p = 0.036, p = 0.044, respectively). A borderline significant association was seen among IGF2 and H19 in cord blood and GDM-M/NGT-M (p = 0.088, p = 0.080, respectively).
The methylation levels of IGF2/H19 DMR in umbilical cord blood
The methylation level of 12 CpG sites of IGF2 DMR and 25 CpG sites of H19 DMR quantified via Sequenom massarray from umbilical cord blood was shown in Table 3 and Fig 3 .We found that the methylation level at CpG sites 1,4,5,6,7~8,9,10 and 11 of IGF2 DMR were lower in GDM group than NGT group. Furthermore, the methylation level at CpG sites 2,4,5,6,7~8,9,12 and 13 of IGF2 DMR were lower in GDM-M group than GDM-NBW group, but the methylation level did not show significant difference (p>0.05 for all).And the methylation level at CpG sites 4,5,6,9 and 12 of IGF2 DMR were lower in NGT-M group than that in NGT-NBW group, the methylation level of CpG site 9 of IGF2 DMR was significant lower in NGT-M group than that in NGT-NBW group(p = 0.018, Fig 3B) and a borderline significant decreased methylation level of CpG sites 5 and 6 of IGF2 DMR was found in NGT-M group compared to NGT-NBW group(p = 0.077,p = 0.076,respectively, Fig 3B) .
Unlike the methylation level of IGF2, increased methylation level at CpG sites 2,3,5,7,8,11~12,14,15~16,19~22,23,24,25 and 29 of H19 DMR was found in GDM group compared to NGT group, and the else 12 sites of H19 DMR was shown lower methylation level in Fig  3D) , and the CpG site 7 was shown a borderline significant hypomethylation in GDM-M group compared to the GDM-NBW group (p = 0.058, Fig 3D) .The methylation level at CpG site 4 was shown a borderline significant difference between the NGT-M group and the GDM-M group(p = 0.054, Fig 3D) .The methylation level at CpG sites 2,4,7,9 and 19~22 of H19 DMR were higher in NGT-M group compared with NGT-NBW group, and the else CpG sites were lower in NGT-M group compared to NGT-NBW group. A borderline significant decreased methylation level of CpG sites 10 and 28 of H19 DMR was found in NGT-M group compared to NGT-NBW group (p = 0.067, p = 0,065 respectively, Fig 3D) .
Association among methylation level of IGF2/H19 DNA DMRs, birth weight and related factors
Multivariate linear regression was performed to examine the association among fetal birth weight, DNA methylation and other related factors (Table 4, Table 5 ). A negative association was seen between methylation of CpG sites 2, 10 and 12 of IGF2 DMR and fetal birth weight in offspring (p = 0.069, p = 0.049, p = 0.037, respectively), and a positive association was seen between CpG sites 15~16 of H19 DMR methylation and fetal birth weight (p = 0.032), yet methylation of CpG sites 23 of H19 DMR showed negative relationship with fetal birth weight (p = 0.017).
A negative association was seen between DNA methylation at CpG sites 6 of IGF2 DMR and FPG of OGTT (p = 0.020), similar association was found between CpG site 13 of IGF2 DMR methylation and glucose of OGTT 1h. DNA methylation of CpG sites 4 and 14 of H19 DMR had a significant negative associated with FPG and glucose of OGTT 1h and 2h (p<0.05, respectively).
Analysis of the association among fetal birth weight related impact factor pre-pregnancy, anterpartum BMI and DNA methylation of IGF2/H19 DMRs was conducted. We found that DNA methylation of CpG sites 2 and 6 of IGF2 DMR showed negative relationship with prepregnancy and antepartum BMI (p<0.05).A positive association was seen among DNA methylation of CpG19~22 of H19 DMR, pre-pregnancy and antepartum BMI (p<0.05). 
Discussion
In this study, increased expression of IGF2 and decreased expression of H19 in placenta and cord blood were observed in fetuses of GDM group compared to NGT group. Moreover, expression of IGF2 was much higher in NGT-M group than that in NGT-NBW group. Increased expression of IGF2 may be related to high birth weight. A model with interaction term of gene expression of IGF2 and H19 found that IGF2 and the joint action of IGF2 and H19 in placenta showed significantly relationship with GDM/NGT and GDM-NBW/ NGT-NBW, a borderline significant association was seen among IGF2 and H19 in cord blood and GDM-M/NGT-M. Our data suggest that altered expression of IGF2/H19 may be among the mechanisms linking maternal GDM and high risk of abnormal growth and development. The gene expression of IGF2 and the joint action of IGF2/H19 in placenta may be associated with maternal GDM. The gene expression of IGF2 and H19 in cord blood may be associated with macrosomia. There are some clinical and animal Zhang S, et al [18] found that elevated IGF2 concentrations were associated with higher birth weight after adjusting for maternal race/ethnicity, pre-pregnancy BMI, cigarette smoking, gestational diabetes, and infant sex in 300 pregnant women in USA, which suggests that IGF2 may continue to play an important role after birth. The results are consistent with our findings. It is reported that DNA methylation associated changes in gene expression play a pivotal role in fetal and placenta development through two most widely-studied imprinted genes of H19 and IGF2, which are co-regulated within the same locus at human chromosome 11p15 [7, 19, 20] . IGF2 is highly expressed during prenatal development and its activity is regulated by genomic imprinting. The disrupted methylation of IGF2/H19 is associated with congenital growth disorders [21] [22] [23] . H19 DMR methylation may be involved in controlling IGF2 expression. In our study, the methylation level at CpG sites 5, 6 and 9 of IGF2 DMR was significantly lower in NGT-M group than that in NGT-NBW group. Furthermore, multivariate linear regression showed a negative association between CpG sites 2, 10 and 12 of IGF2 DMR methylation and fetal birth weight. Although there is no significant association between methylation level of H19 DMR and fetal high birth weight, a positive association was seen between CpG sites 15~16 of H19 DMR methylation and fetal birth weight. Our data indicate that increased methylation at H19 and decreased methylation at IGF2 might be associated with high birth weight. Consistent with our study, a study on the association of methylation in the IGF2/H19 region with body weight revealed that European and African-American children who are overweight or obese had higher levels of methylation in the H19DMR and lower level of methylation in IGF2 DMR at birth [23] . Previous studies also showed methylation level of H19 DMR was not associated with higher birth weight in infants [21, 22] . Nonetheless, not all studies demonstrate association of the IGF2/H19 methylation with birth weight. For example, Huang et al [24] found a negative association of IGF2/H19 methylation with head circumference but not birth weight or birth length. A study by Burris et al [8] also did not detect an association between birth weight and methylation in the imprinted IGF2/H19 region, but they suggest a potential gene-epigenetic interaction among a T-allele in the imprinting control region (ICR) of IGF2, methylation of IGF2 ICR and fetal growth. Epigenetic mechanism has been proposed to involve in the link between environmental and nutritional factors and gene expression regulation. Many animal and human studies have illustrated that environment that restricts fetal growth might "program" future chronic disease through influencing epigenetic state in utero [25] [26] . Most studies in this area focused on restricted intrauterine nutritional conditions and reported epigenetic modifications in intrauterine growth restriction (IUGR) model [27] . In our study we provide further evidence of intrauterine over-nutritional exposures.
Furthermore, we found relatively decreased methylation level of IGF2 DMR and increased methylation level of H19 DMR in GDM group compared to NGT group. Intrauterine hyperglycemia may affect expression of IGF2/H19 through altering methylation level of IGF2/H19. Consistent with our findings, Sireesha M et al [28] found that hyperglycemia upregulates insulin-like growth factors (IGFs), especially IGF2 in diabetes patients. Polymorphic variation in fetal IGF2 is associated with increased maternal glucose concentrations in pregnancy and this might be partially mediated by changes in placental IGF2 expression [29] . However, animal studies revealed hypermethylation at IGF2 in diabetic offspring. Ding et al [14] observed the expression of Igf2 and H19 was downregulated in pancreatic islets isolated from pups of GDM, and it may be caused by hypermethylation status of the differentially methylated region. The differences in maternal disorder (GDM versus diabetes) and birth weight are the possible factors for the different methylation in IGF2 in human and mice. Of interest, the methylation level of H19 DMR were lower in GDM-M group than GDM-NBW group, especially the CpG sites 4, 7 and 23. Multivariate linear regression showed that methylation of CpG sites 23 of H19 DMR had significantly negative relationship with fetal birth weight. Moreover, DNA methylation of CpG sites 4 and 14 of H19 DMR had a significant negative association with FPG and glucose of OGTT.1h and 2h. Shao et al [30] reported that expression of IGF2 in fetuses from diabetic mice was 0.65-fold of the control counterparts and the methylation level of the H19-IGF2 imprint control region was 19.1% higher in diabetic dams and body weight of pups born to diabetic dams was 26.5% lower than control dams. It is suggested that hypermethylation of imprint control region (same as DMR) is related to low birth weight of diabetic mothers. In our study we found that hypomethylation of some CpG sites in imprint control region is related to high birth weight of GDM. The mechanisms of the decreased methylation level of H19 are unknown, but differential histone modification has been reported at many imprinted domains.
To our knowledge, there are few studies analyzing the relationship between high birth weight induced by hyperglycemia and alteration of DNA methylation level of imprinting gene. Our results indicate that GDM can affect fetal development by means of altered expression of imprinted genes. The modified genomic DNA methylation status of imprinting genes may account for the change in gene expression.
How intrauterine environmental and nutrition factors affect birth weight and outcomes remains largely unknown and epigenetic data may fill some of these gaps. Elucidating the epigenetic mechanism in pathophysiology of fetal growth will improve perinatal outcomes and be helpful for the obstetrician control birth defects.
The development of embryos exposed to intrauterine hyperglycemia is complex [31] . Hyperglycemia can alter imprinting gene expression, resulting in aberrant cell signaling. The placenta is a fetal-maternal endocrine organ responsible for maintaining and regulating pregnancy stages. Throughout the in utero development of the fetus, the placenta is crucial to growth of the fetus. The placenta can be considered an important and rather accessible record of in utero exposures and pathology. In future experiments, the study of the methylation level in placenta which is directly responsible for fetal growth might be useful to clarify the relationship between DNA methylation and birth weight [32, 33] . The relationship between altered methylation level of specific sites of IGF2 and H19 and hyperglycemia should be investigated in depth in animal and cell studies.
Conclusion
GDM can affect fetal development by increasing fetal birth weight. We confirmed the existence of alteration in DNA methylation in umbilical cord blood exposed to intrauterine hyperglycemia and reported a functional role in regulating gene associated with IGF2/H19. Both of these might be the underlying pathogenesis of macrosomia. We also provided the evidence of strong associations between methylation of IGF2/H19 DMRs and macrosomia induced by intrauterine hyperglycemia.
